(19) 



J 



Europaisches Patentamt 
European Patent Office 
Office europ6en des brevets 



(11) 



EP 0 943 690 A1 



(12) 



EUROPEAN PATENT APPLICATION 

published in accordance with Art. 158(3) EPC 



(43) Date of publication: 

22.09.1999 Bulletin 1999/38 

(21 ) Application number: 96942573.5 

(22) Date of filing: 19.12.1996 



(51) Int. CI. 6 : C12P 21/02 

(86) International application number: 
PCT/JP96/03700 

(87) International publication number: 

WO 97/23638 (03.07.1997 Gazette 1997/29) 



(84) Designated Contracting States: 
DE FR GB IT 

(30) Priority: 21.12.1995 JP 33307095 

(71) Applicant: Ajinomoto Co., Inc. 
Tokyo 104 (JP) 

(72) Inventors: 

• EJIMA, Daisuke, 

c/o Ajinomoto Co., Inc. 
Kawasaki-shi, Kanagawa-ken 210 (JP) 

• ONO, Kunio, 

c/o Ajinomoto Co., Inc. 
Kawasaki-shi, Kanagawa-ken 210 (JP) 



• SASAKI, Michiro, 

c/o Ajinomoto Co., Inc. 
Kawasaki-shi, Kanagawa-ken 210 (JP) 

• ETO, Yuzuru, 

c/o Ajinomoto Co., Inc. 
Kawasaki-shi, Kanagawa-ken 210 (JP) 

• TSUCHIYA, Shigekatsu, 
c/o Ajinomoto Co., Inc. 
Kawasaki-shi, Kanagawa-ken 210 (JP) 

(74) Representative: 

Strehl Schubel-Hopf & Partner 
Maximilianstrasse 54 
80538 Munchen (DE) 



(54) METHOD FOR REFOLDING HUMAN ACTIVIN A 

(57) A method for industrially producing human 
activin A which comprises refolding a modified human 
activin A produced by a microorganism into natural-form 
human activin A having a biological activity. This 
method comprises the steps of: (a) solubilizing the mod- 
ified human activin A with a modifier and then protecting 
the thiol groups with glutathione and/or sodium sulfite; 
and (b) dialyzing the protected modified human activin 
A with a refolding buffer and then adding a thiol com- 
pound thereto to conduct a disulfide bond interchange 
reaction. 
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Description 

Field of the Invention 

5 [0001] The present invention relates to a method of refolding denatured human activin A into natural-type human 
activin A having a biological activity. Natural-type human activin is a useful protein expected to be applied to pharma- 
ceutical preparations etc. 

Background of the Invention 

70 

[0002] Human activin A is a homodimer protein consisting of 2 polypeptide chains composed of 1 1 6 amino acids, iso- 
lated from a culture supernatant of human leukemic cell strain THP-1 (IFO 501 47). Its molecular weight is about 25,000 
dalton, each polypeptide contains 9 Cys residues (that is, 18 Cys residues in the dimer) and there are 9 intramolecular 
and intermolecular disulfide bonds (Biochemical and Biophysical Research Communications, 1095-1103, 1987). 

75 [0003] Human activin A is purified and produced by repeatedly subjecting, to multi-stage chromatography, precipita- 
tion and concentration operation, a culture supernatant obtained after stimulation of human myelocytic leukemic cell 
THP-1 (IFO 50147) with phorbol ester fSaibo Kogaku" (Cell Engineering), Separate Volume 4, pp. 48-58, 1988) or a 
culture supernatant of recombinant CHO cells highly producing human activin A, obtained by introduction of an expres- 
sion vector having human activin A cDNA (Biochemical and Biophysical Research Communications, 151, 230-235, 

20 1988). However, there are many problems where the production process involving purification of culture supematants 
as the starting material derived from animal cells is used as an industrial production process. 
[0004] That is, (1) because impurities which were secreted by animal cells as the producing host or derived from fetal 
bovine serum etc. previously added as medium ingredients should be removed at high degrees, the yield of purified 
human activin A remains extremely low; (2) as compared with the case where recombinant microorganisms are used 

25 as the producing host, productivity is extremely low, and highly productive animal cells or culture apparatuses are nec- 
essary to sufficiently supply the starting material to be purified; and (3) to culture the producing host, a high concentra- 
tion of fetal bovine serum should be added or a serum-free medium containing growth factors etc. should be used. 
However, these are extremely expensive, and there is a problem with stable availability of constant quality essential for 
production. As descrbed above, there are problems with low productivity etc. in the case where human activin A is pro- 

30 duced using animal cells, and it is necessary to solve these problems in order to establish an industrial production proc- 
ess. 

[0005] Conventionally, various attempts have been made to solve these problems. If a microorganism such as recom- 
binant E. coN etc. is used as the producing host, its protein productivity is generally improved 100-fold or more as com- 
pared with that of animal cells, so it can be said that replacement of animal cells by microorganisms as the producing 
35 host is an effective means of improving productivity. However, the production of human activin A by E. £Q!i results often 
in denatured human activin A having different intramolecular and/or intermolecular disulfide bonds to those of the nat- 
ural-type (European Patent Application Publication (EP0222491), Japanese Patent Appln. Laid-Open Publication No. 
119679/88). 

[0006] As used herein, denatured human activin A refers to molecules with the polypeptide chain of human activin A 
40 but having lost both its tertiary structure and biological activity, such as those with intramolecular and/or intermolecular 
disulfide bonds cleaved to loose the tertiary structure thus forming a monomer structure, those with the disulfide bonds 
transferred to form a structure different from the natural type, or those polymerized via additional intermolecular 
disulfide bonds. 

[0007] Because such denatured human activin A has no biological activity, the molecule should be reconstituted 
45 (refolded) so as to have the same tertiary structure as that of the natural-type protein. However, it is not easy or even 
not possible to refold some proteins, so it is very difficult to determine their refolding conditions. Even after examination, 
it is not always possible to determine suitable refolding conditions particularly for certain polymeric proteins or proteins 
containing a large number of disulfide bonds, thus making it difficult to determine the refolding conditions. 
[0008] Natural-type human activin A possesses 9 intramolecular and intermolecular disulf ide bonds, so it is extremely 
so difficult to determine the conditions for refolding of denatured human activin A and there is no prior art on the method 
of refolding human activin A. Meanwhile, A. J. Mason et al. examined the relationship between the efficiency of secre- 
tory expression of activin A by use of animal cells and the structure of an expression vector therefor, they reported that 
besides a region for the amino acid sequence of activin A, a pro-sequence region is essential for refolding and secretion 
of activin A. and only the region for the amino acid sequence of activin A does not cause refolding or secretion (Science, 
55 247, 1 328-1 330, 1 990). This report suggests that the refolding of denatured human activin A expressed by microorgan- 
isms as the producing host is very difficult. 

[0009] The object of the present invention is to provide a method of refolding denatured human activin A produced by 
microorganisms into natural-type human activin A having a biological activity in order to constitute industrial production 
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of human activin A. 
Disclosure of the Invention 

5 [001 0] As a result of their study to solve these problems, the present inventors developed a method of refolding dena- 
tured human activin A into biologically active natural-type human activin A, which comprises the following steps (a) and 

(a) the step of protecting thiol groups in solubilized denatured human activin A with all thiol groups free, with glu- 
io tathione and/or sodium sulfite; and 

(b) the step of conducting the exchange reaction of disulfide bonds by dialyzing the protected denatured human 
activin A-containing solution against a refolding buffer and then adding a thiol compound thereto; or 

(a) the step of protecting thiol groups in solubilized denatured human activin A with all thiol groups free, with 
75 glutathione and/or sodium sulfite; and 

(b) the step of conducting the exchange reaction of disulfide bonds by replacing the buffer for the protected 
denatured human activin A-containing solution by a refolding buffer containing a thiol compound. 

[001 1 ] Specifically, the present invention relates to a method of refolding denatured human activin A, wherein natural- 
20 type human activin A is obtained by: 

(1) protecting thiol groups in solubilized denatured human activin A with all thiol groups free, with glutathione and/or 
sodium sulfite; 

(2) replacing the buffer by a refolding buffer, wherein the refolding buffer permits the structure of natural-type human 
25 activin A to be maintained stably by 20 % or more than by a Tris buffer (1.5 M urea, 20 mM Tris-HCI, pH 8.5), when 

natural-type human activin A is denatured by reduction; and 

(3) forming intramolecular and/or intermolecular disulfide bonds by adding a thiol compound thereto; or 

(1) protecting thiol groups in solubilized denatured human activin A with all thiol groups free, with glutathione 
30 and/or sodium sulfite; and 

(2) replacing the buffer by a refolding buffer containing a thiol compound to form intramolecular and/or intermo- 
lecular disulfide bonds, wherein the refolding buffer permits the structure of natural-type human activin A to be 
maintained stably by 20 % or more than by a Tris buffer (1.5 M urea, 20 mM Tris-HCI, pH 8.5), when natural- 
type diuman activin A is denatured by reduction. According to the present invention, the biological activity 'of 

35 denatured human activin A can be efficiently recovered. 

Best Mode for Carrying Out the Invention 

[0012] Hereinafter, the present invention is described in detail. 
40 [001 3] The starting material used in the present invention is a culture containing denatured human activin A obtained 
by culturing a microorganism having a human activin A gene integrated therein, for example, recombinant E. coK. If E. 
co[i is used as a producing host, almost all human activin A is accumulated as insoluble granules in the microorganism, 
and thus the granules may be used as the starting material. 

[0014] The insoluble granules of human activin A recovered in a usual manner is suspended in an aqueous solution 
45 of EDTA (ethylenediaminetetraacetic acid) at a low concentration (1 to 10 mM) and then solubilized with the protein 
denaturant guanidine hydrochloride and/or urea. The concentrations of guanidine hydrochloride and urea are respec- 
tively 4 to 7 M and 6 to 10 M required generally to denature protein. The concentration of human activin A is not partic- 
ularly limited, but a concentration as high as possible is preferred for the subsequent operation. In addition, the pH value 
is kept preferably at 6 or less to prevent formation of unnecessary bonds. The solubilization operation is completed by 
so stirring at room temperature for 2 to 4 hours. 

[0015] Then, a reducing agent is added at a concentration of 1 to 100 mM, preferably 5 to 40 mM, to the solution of 
solubilized human activin A, and the mixture is adjusted to pH 8 to 9 with 20 mM Tris-HCI and subjected to reduction 
reaction at 20 to 50 e C for 15 to 360 minutes to free its thiol groups that are Cys residues. As the reducing agent, it is 
possible to use compounds such as reduced glutathione, DTT (cOthiothreitol), 2-mercaptoethanol etc. among which 
55 DTT is particularly preferable. The amount of DTT added is preferably 5 to 40 mM. If all thiol groups in denatured human 
activin A produced by microorganisms are free, this reduction reaction is not required. 

[0016] Oxidized glutathione is added in an amount of 0.05 to 0.3 M, preferably 0.08 to 0.16 M to the solution of solu- 
bilized human activin A with all thiol groups free, and the mixture is left at 0 to 50 °C for 2 to 24 hours or more whereby 
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the thiol groups are protected. Alternatively, sodium sulfite may be used in place of oxidized glutathione in sulfonation 
for protection of the thiol groups. In this case, to human activin A with all thiol groups free are added sodium sulfite at a 
final concentration of 0.05 to 0.5 M, preferably 0.08 to 0.16 M, and simultaneously sodium tetrathionate at a final con- 
centration of 5 to 20 mM, preferably 8 to 16 mM, and the mixture is left at 0 to 50 °C for 2 to 24 hours. Alternatively, a 

5 mixture of oxidized glutathione and sodium sulfite may also be used. 

[0017] The state of protection of thiol groups can be confirmed by reverse phase HPLC on a silica gel column with 
chemically bound butyl groups, such as Vydac2HTP54 (4.6(|>x250 mm, Separations group) (Biochemical and Biophys- 
ical Research Communications, 142, 1095-1 103, 1987). It is preferable that the reagents used in the foregoing opera- 
tion are dissolved in a solvent previously degassed completely, and an inert gas such as nitrogen, helium etc. is 

10 preferably charged as a gas phase over the reaction solution to inhibit oxidation by oxygen in air. To conduct the sub- 
sequent steps, the unreacted protective agent for thiol groups is preferably removed by dialysis etc. from the resulting 
solution of human activin A with protected thiol groups. 

[0018] The buffer solution for human activin A with protected thiol groups, obtained by the above-described method, 
is then replaced by a refolding buffer, pH 7.5 to 10.5. The refolding buffer which can be used in the present invention is 

is a buffer permitting the structure of natural-type human activin A to be maintained stably by 20 % or more than by a Tris 
buffer (1.5 M urea, 20 mM Tris-HCI, pH 8.5), when natural-type human activin A is denatured by reduction. The opera- 
tion will be described below in detail. For replacing the buffer solution for protected human activin A by the refolding 
buffer, there is a method in which human activin A with protected thiol groups is applied to a gel filtration column, e.g. 
Sephadex G-25 (Pharmacia Biotech), previously equilibrated with the refolding buffer degassed sufficiently, and the 

20 protein fraction is recovered. Alternatively, it is also possible to use a method in which human activin A with protected 
thiol groups is introduced into a dialysis membrane, e.g;. Spectra/Por membrane, No. 1 (Spectrum Medical Industries, 
Inc.) and then dialyzed against a 500-fold excess volume of sufficiently degassed refolding buffer at 0 to 20 °C for 3 to 
24 hours or more. 

[001 9] Subsequently formation of disulfide bonds in human activin A with protected thiol groups is achieved by adding 
. 25 a thiol compound. The thiol compound is added at a concentration of 1 to 1 0 mM, preferably 2 to 5 mM, to the human 
activin A-containing solution in the buffer replaced by the refolding buffer as described above, and the mixture is left at 
0 to 50 °C for 0.5 to 14 days. Completion of its refolding and the recovery of its biological activity can be confirmed by 
the above-described reverse phase HPLC and biological activity measurement (for example, measurement of the dif- 
ferentiation inducing activity for Friend leukemia cells, Biochemical and Biophysical Research Communications, 142, 
30 1095-1 103, 1987). The thiol compound may be a thiol compound such as cysteine, reduced glutathione, DTT, 2-mer- 
captoethanol etc. among which cysteine or reduced glutathione is particularly preferable. Cysteine or reduced glutath- 
ione is added preferably at a concentration of 2 to 5 mM. 

[0020] Formation of disulfide bonds can also be initiated simultaneously with replacement by the refolding buffer. 
Hydrochloric acid is added to human activin A with protected thiol groups until the pH value is decreased 2-4, thus ter- 

35 minating the exchange reaction ol disulfide bonds. It is dialyzed at 0 to 20 °C for 3 to 24 hours against a 500-fold excess 
volume of 1 to 100 mM hydrochloric acid containing a denaturant such as urea or guanidine hydrochloride, whereby the 
unreacted protective agent for thiol groups is removed. It is diluted with the refolding buffer for satisfying the conditions 
described below and then left at 0 to 50 °C for 0.5 to 14 days. The above thiol compound shall previously be added at 
the same concentration as above to the refolding buffer so as to promote the formation of disulfide bonds. 

40 [0021 ] The conditions for the refolding buffer are determined in the following manner. It is considered that the refolding 
of human activin A is achieved by securing the environment of the solvent for stabilizing the tertiary structure of human 
activin A, rather than creation of a mutant suitable for refolding. The stability of the high-order structure can be esti- 
mated by measuring chemical stability assumed to be correlated therewith. As used herein, the chemical stability 
means that there does not occur any typical change such as molecular association, aggregation and precipitation 

45 caused by transfer of originally formed disulfide bonds in the molecule. 

[0022] First, natural-type human activin A dissolved in 1 mM HCI is dissolved in a buffer, pH 7.5 to 10.5, consisting of 
a combination of a denaturant, surface active agent, salt, organic acid, amino acid, sugar, organic solvent etc. The con- 
centration of natural-type human activin A is adjusted to about 0.1 mg/mg. A reducing agent (e.g. DTT, 2-mercaptoeth- 
anol or reduced glutathione) which is about 50 equivalents based on natural-type human activin A is added to it and the 

so mixture is left at room temperature for about 12 hours, and the amount of the remaining natural-type human activin A is 
determined by reverse phase HPLC. As the control, Tris buffer (1 .5 M urea, 20 mM Tris-HCI, pH 8.5) was used and the 
same reaction as above was conducted and the amount of the remaining natural-type is compared. The increase (%) 
in the remaining amount by the refolding buffer, as compared with the remaining amount when the Tris-HCI buffer (1.5 
M urea, 20 mM Tris-HCI, pH 8.5) was used, is expressed as the improvement in the remaining amount. The buffer con- 

55 ditions bringing about higher improvement in the amount of remaining human activin A are preferable for high chemical 
stability, that is, for stabilization of the tertiary structure of human activin A as well as for promotion of its refolding. Var- 
ious compounds are combined to prepare buffers and experimentally screened, and as a result it was found that rf a 
buffer permits the structure of natural-type human activin A, when denatured by reduction, to be maintained stably by 
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20 % or more than by the Tris buffer (1 .5 M urea, 20 mM Tris-HCI, pH 8.5), then said buffer is suitable as the refolding 
buffer. That is, the buffer satisfying this condition (for permitting the structure to be maintained stably by 20 % or more 
than by the Tris buffer (1.5 M urea, 20 mM Tris-HCI, pH B.5)) can be used as the refolding buffer in the present invention. 
Specifically, the refolding buffer satisfying this condition includes the following buffers: 

5 

(I) buffers adjusted to pH 7.5 to 10.5, preferably 8.5 to 9.5, having a buffering action at pH 7.5 to 10.5 and containing: 
[0023] 

io (a) reagents in class A and/or class B shown in Table 1 , 0.5- to 2-fold higher concentrations than in the table; 
(b) urea, 0.1 to 3 M, preferably 0.5 to 1 M; 

(II) buffers adjusted to pH 7.5. preferably 8.5 to 9.5, having a buffering action at pH 7.5 to 10.5 and containing: 
75 [0024] 

(a) reagents in class A and/or class B shown in Table 1 , 0.5- to 2-fold higher concentrations than in the table; 

(b) urea, 0.1 to 3 M, preferably 0.5 to 1 M; 

(c) reagents in class A, class B and/or class C shown in Table 3, 0.5- to 2-fold higher concentrations than in the 
so table. The buffer having a buffering action at pH 7.5 to 10.5 includes Tris buffer, trimethylenediamine buffer, eth- 

anolamine buffer etc. Further, guanidine hydrochloride may be used at a concentration of 0.05 to 2 M, preferably 
0.1 to 1 M in place of the above-mentioned urea. 

Examples 

25 

[0025] Hereinafter, the present invention is described in more detail by reference to the Examples. 
Example 1 

20 [0026] Natural-type human activin A obtained by repeatedly subjecting a culture supernatant derived from recom-- 
binant CHO ceils to chromatography (Biochemical and Biophysical Research Communications, 151, 230-235, 1988) 
was prepared at a concentration of 2 mg/ml in 1 mM HCI and then diluted at a final concentration of 0.1 mg/ml with 12 
kinds of 20 mM Tris-HCI buffer (pH 8.5) containing a combination of urea (1.5 M and 3.0 M), NaCI (1 .0 M and 0 M), and 
CHAPS (2 %, 0.5 %, and 0 M). DTT was added thereto at a final concentration of 0.2 mM and each mixture was left af 

35 room temperature for 12 hours so that its reduction reaction proceeded, and the amount of remaining human actin A 
was determined by reverse phase HPLC (Vydac214TP54, 4. 6<|>x250 mm, produced by Separations group). 
[0027] The buffer indicating the highest remaining amount was 20 mM Tris-HCI buffer, pH 8.5 containing 1 5 M urea 
and 2 % CHAPS. 

40 Example 2 

[0028] The refolding buffer screened in Example 1 was used for refolding of human activin A. 

[0029] E. coH into which DNA coding for human activin A had been introduced was cultured in a synthetic medium (1 

L), and the tryptophan promoter was induced with an acid whereby human activin A was accumulated as insoluble 

45 granules in the microorganism (European Patent Application Publication (EP0222491 ) and Japanese Patent Laid-Open 
Appln. Publication No. 1 19,679/88). A suspension of the granules (1 mM EDTA, pH 6 or less) was prepared in a usual 
manner, and urea was added at a final concentration of 8 M and the mixture was stirred at room temperature for 3 hours 
whereby it was solubilized by denaturation (20 ml). It was prepared in 20 mM Tris-HCI, pH 8.5, and DTT was added at 
a final concentration of 20 mM and the mixture was heated at 37 °C for 30 minutes. 

so [0030] After it was confirmed by reverse phase HPLC that the intramolecular and intermolecular disulfide bonds in 
human activin A were completely reduced, and oxidized glutathione was added at a final concentration of 0.1 M and the 
mixture was left at 5 °C for 15 hours. Formation of mixed bonds between human activin A and glutathione was con- 
firmed by reverse phase HPLC, and the concentration of human activin A was adjusted to 0.1 mg/ml in a dilution buffer 
(8 M urea. 20 mM Tris-HCI, pH 8.5). It was introduced into a dialysis membrane (Spectra/Por membrane, No. 1, pro- 

55 duced by Spectrum Medical Industries, Inc.) and dialyzed at 5 °C for 15 hours against a 500-fold excess volume of the 
refolding buffer (1 .5 M urea; 20 mM Tris-HCI, pH 8-5; 2 % CHAPS) selected in Example 1 . 

[0031] Cysteine was added at a final concentration of 3 mM to the dialysate which was then left at 5°C for 3 days. 
Reconstitution of the tertiary structure of human activin A was confirmed by measurement of its biological activity (dif- 
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ferentiation inducing activity for Friend leukemia cells). As a result, it could be confirmed that 24 % of the introduced 
denatured human activin A mass had the biological activity (differentiation inducing activity for Friend leukemia cells). 
[0032] It was adjusted to pH 3 with 10 % TFA (trifluoroacetic acid) and purified to an electrophoretically single com- 
ponent by reverse phase HPLC (Vydac21 4TP54, 4.6<t>x250 mm, produced by Separations group; elution with a gradient 
s of acetonitrile). 

Example 3 

[0033] The reagents shown in Table 1 were added at the indicated concentrations to the Tris-HCI buffer (1.5 M urea, 
io 20 mM Tris-HCI, pH 8.5) and these were used in reduction reaction at room temperature for 12 hours in place of the 
Tris-HCI buffer in Example 1 , and the amount of remaining natural-type human activin A was examined using reverse 
phase HPLC. The results are shown in Table 1 . The increase (%) in the remaining amount by each refolding buffer, as 
compared with the remaining amount when the Tris-HCI buffer only (1 .5 M urea, 20 mM Tris-HCI, pH 8.5) was used in 
reduction reaction, is expressed as the improvement in the remaining amount. As a result, it was found that depending 
75 on the types of used reagents, there is a great difference in the improvement (%) in the remaining amount. That is, it 
was found that addition of the reagents in class A or B resulted in improvement of the amount of remaining natural-type 
human activin A, and particularly addition of 0.53 % TDCA/Na salt resulted in significant improvement of its remaining 
amount. 



20 

Table 1 





Improvement in the amount of remaining natural-type human activin A in reduction reaction 


25 


Class 


Reagents added to the refolding 
buffer 


Improvement in amount of remaining 
natural-type human activin A 




A 


0.53% TDCA/Na 


+40% 




B 


0.13% TDCA/Na 

9.8%, 2%, 0.49% CHAPS 


+20 to 40% 


30 




10%, 2.1 %CHAPSO 

2.5%, 0.6%CA/Na 

4.2 %, 0.9 %, 0.2 % DCA/Na 




35 




1.6%, 0.38%TCA/Na 
0.12%digitonin 
4.0 % NG 




40 


C 


0.12% NG 


0 to +20% 




0.66%. 2.8%, 13%OG 
0.04 %, 0.2 %, Tween 80 
0.04%, 0.2% Tween 20 




45 




0.12%, 0.03%sarcosyl 
0.08 %, 0.02 % Triton X-100 
0.05% Span 80 




50 




0.04%, 0.16%Brij98 
0.1%, 0.01%SB-12 





55 
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Table 1 (continued) 




Improvement in the amount of remaining natural-type human activin A in reduction reaction 


5 


Glass 


Reagents added to the refolding 
buffer 


Improvement in amount of remaining 
natural-type human activin A 




D 


0.4% SB-12 

0.04 %, 0.01 % betaine 


No change 


10 




0.04 %, 0.01 % Amisoft LS-1 1 






0.6 % sarcosyl 
0.004 % CTAC 
0.002% SDS 




15 


E 


0.02%, 1.0% SDS 
0.04 %, 1.8% CTAC 


Reduction in the remaining amount 


20 
25 
30 

•3C 


Abbreviations 

CA/Na: Cholic Acid Sodium Salt 

CHAPS: 3-[(3-Cholamidopropyl)dimethylamino]-1 -propanesulfonate 
CHAPSO: 3-t(3-Cholamidoprppyl)dimethylamino]-2-hydroxy-1-propanesulfonate 
CTAC: Cethyltrimethylammonium chloride (Hexadecyltrimethylaimonium chloride) 
DCA/Na: Deoxycholic acid sodium salt 
NG: n-Nonyl-p-D-glucopyranoside 
OG: n-Octyl-p-D-glucopyranoside 

SB-12: N-Dodecyl-N f N-dimethyl-3-ammonio-1-propanesulfonate 

SDS: Sodium dodecyl sulfate (Sodium fauryl sulfate) 

Span 80: Sorbitan monooleate 

TCA/Na: Taurocholic acid sodium salt 

TD CA/Na: Taurodeoxycholic acid sodium salt 

Triton X-100: Polyethylene Glycol Mono-p-isooctylphenyl Ether 

Tween 20: Polyoxyethylene sorbitan monolaurate ! 
Tween 80: Polyoxyethylene sorbitan monooleate 
Sarcosyl: N-Lauroylsarcosine sodium salt 



[0034] Then, the Tris-HCI buffer (1 .5 M urea. 20 mM Tris-HCI, pH 8.5) to which each reagent shown in Table 1 had 
been added was used as the refolding buffer and the refolding of denatured human activin A produced in E. coM was 

40 achieved according to Example 2. As a result, in the case where the reagents (D, E) which did not change or lowered 
the amount of remaining natural-type human activin A were used, the recovery of the biological activity (differentiation 
inducing activity for Friend leukemia cells) was not observed at all, while in the case where the reagents (A, B, C) which 
raised its remaining amount were used, the recovery of the biological activity correlated with the improvement in its 
remaining amount, i.e. the progress of refolding, was observed (Table 2). In particular, the buffer to which the reagents 

45 in class A and B were added was effective as the refolding buffer. That is, it is understood that when the natural-type 
human activin A was denatured by reduction, it can be effectively refolded with the buffer capable of stably maintaining 
20 % or more of its structure as the refolding buffer. 

[0035] These results indicated that a buffer suitable for refolding can be screened by examining the remaining amount 
in the reaction of reduction and denaturation. 

50 



Table 2 



Biological Activity after Refolding 


Used Regents 


A 


B 


C 


D 


E 


Recovery of biological activity 


+++ 


++ 


+ 
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Example 4 

[0036] The reagents shown in Table 3 were added to the Tris-HCI buffer (1 .5 M urea, 0.13 % TDCA/Na, 20 mM Tris- 
HCI, pH 8.5) containing 0.13% TDCA/Na confirmed to be effective in Example 3 and the resulting buffers were used in 

s reduction reaction at room temperature for 12 hours in place of the Tris buffer in Example 3, and the amount of the 
remaining natural-type human activin A was determined using reverse phase HPLC. The results are shown in Table 3. 
The increase (%) in the remaining amount by each refolding buffer, as compared with the remaining amount when the 
Tris-HCI buffer (1.5 M urea, 0.13 % TDCA/Na, 20 mM Tris-HCI, pH 8.5) was used in reduction reaction, is expressed as 
the improvement in the remaining amount. As a result, it was found that depending on the types of used reagents, there 

10 is a great difference in the improvement (%) in the remaining amount. That is, it was found that addition of the reagents 
in class A, B or C resulted in improvement of the amount of remaining natural-type human activin A as compared with 
addition of sole TDCA/Na, and particularly addition of 1 M arginine hydrochloride resulted in significant improvement of 
its remaining amount 

[0037] Accordingly, the buffer to which the reagents in class A or B in Table 1 were added and those in class A, B or 
is C in Table 3 were further added are considered more effective as the refolding buffer. 



Table 3 



20 


Improvement in the amount of remaining natural-type human activin A in reduction reac- 
tion 




Class 


Reagents added to the refolding 
buffer 


Improvement in amount of remaining 
natural-type human activin A 


25 


A 


1.0M arginine hydrochloride 


+35% 


B 


0.5 M arginine hydrochloride 
1 .0 M, 0.5 M magnesium acetate 
1.0 M, 0.5 M lithium chloride 


+20% 


30 




1.0 M sodium chloride 
1.0 M ammonium chloride 
1.0 M lithium bromide 




35 


C 


0.5 M calcium acetate 


+10% 




0.5 M calcium chloride 

1.0 M, 0.5 M magnesium chloride 

1.0 M sodium chloride 




40 




1.0 M sodium propionate 





45 



50 



55 



8 
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Table 3 (continued) 



Improvement in the amount of remaining natural -type human activin A in reduction reac- 




tion 


Class 


Reagents added to the refolding 


Improvement in amount of remaining 




buffer 


natural-type human activin A 


D 


0.1 M arginine hydrochloride 


Oto+10% 




0.5 M strontium chloride 






1 .0 M calcium acetate 






1 .0 M potassium acetate 






1.0 M potassium chloride 






1 .0 M sodium formate 






5 % hexylene glycol 






5 % glycerol 






5 % PEG300 






5 % PGE4000 






5 % mannitol 






5 % 2-propanol 






5 % acetonitrile 






5% TFE 






5 % methanol 




E 


1.0 M ammonium acetate 


Reduction in the remaining amount 




0.5 M sodium tartrate 






0.5 M sodium citrate 




Abbreviations 


PEG: Polyethylene glycol 


TFE: Trifluoroethanol 



Example 5 

40 [0038] Sodium sulfite was added at a final concentration of 0.1 M to reduced human activin A prepared in the same 
manner as in Example 2, and sodium tetrathionate was added at a final concentration of 0.01 M thereto, and the mixture 
was left at 5 °C for 15 hours. Formation of mixed disulfide bonds between human activin A and sulfite ions was con- 
firmed by reverse phase HPLC, and the concentration of human activin A was adjusted to 0.1 mg/ml in a dilution buffer 
(8 M urea, 20 mM Tris-HCI, pH 8.5). It was introduced into a dialysis membrane (Spectra/Por membrane, No. 1 (Spee- 
ds trum Medical Industries, Inc.) and then dialyzed at 5 °C for 3 days against a 500-fold excess volume of the refolding 
buffer (1 M urea; 0.53 % TDCA/Na, 1 M arginine hydrochloride, 20 mM Tris-HCI, pH 8.5). Cysteine was added at a final 
concentration of 3 mM to the dialysate which was then left at 5 °C for 3 days. The reconstitution of the tertiary structure 
of human activin A was confirmed by measurement of the biological activity (differentiation inducing activity for Friend 
leukemia cells). It was adjusted to pH 3 with 10 % TFA and purified to an electrophoretically single component by 
so reverse phase HPLC (Vydac214TP54, 22(^x250 mm, produced by Separations group; elution with a gradient of ace- 
tonitrile). 

Example 6 

55 [0039] Formation of mixed disulfide bonds between human activin A and glutathione was confirmed by reverse phase 
HPLC in the same manner as in Example 2, and hydrochloric acid was added it to decrease the pH to 3.0. It was intro- 
duced into a dialysis membrane (Spectra/Por membrane, No. 1 (Spectrum Medical Industries, Inc.) and then dialysed 
against a 500-fold excess volume of 8 M urea containing 40 mM hydrochloric acid at 5 °C for 15 hours. The dialysate 
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was diluted with a buffer calculated such that the final concentration agreed with the composition of the refolding buffer 
(1 .5 M urea, 0.13 % TDCA/Na. 0.1 M arginine hydrochloride, 0.1 M Tris-HCI. pH 8.5) and simultaneously the concen- 
tration of human activin A became 0.1 mg/ml, and then the mixture was left at 5 °C for 3 days. The ^constitution of the 
tertiary structure of human activin A was confirmed by measurement of the biological activity (differentiation inducing 
5 activity for Friend leukemia cells). It was adjusted to pH 3 with 10 % TFA and purified to an electrophoreticaliy single 
component by reverse phase HPLC (Vydac21 4TP54, 4.6<|>x250 mm, produced by Separations group; elution with a gra- 
dient of acetonitrile). 

Example 7 

10 

[0040] The following refolding buffers were used respectively in place of the refolding buffer used in Example 6 and 
the same procedure was carried out whereby the tertiary structure of human activin A was reconstituted and then it was 
purified to an electrophoreticaliy single component. 

15 Buffer 1 : 1 M urea; 0.53 % TDCA/Na; 0.5 M arginine hydrochloride; 20 mM Tris-HCI, pH 8.5 
Buffer 2: 1 M urea; 0.53 % TDCA/Na; 1 M sodium chloride; 20 mM Tris-HCI, pH 8.5 
Buffer 3: 1 M urea; 0.13 % TDCA/Na; 1 M arginine hydrochloride; 20 mM Tris-HCI, pH 8.5 
Buffer 4: 1 M urea; 0.13 % TDCA/Na; 0.5 M arginine hydrochloride; 20 mM Tris-HCI, pH 8.5 
Buffer 5: 1 M urea; 0.13 % TDCA/Na; 0.5 M calcium acetate; 20 mM Tris-HCI, pH 8.5 

20 

Example 8 

[0041] The following refolding buffers were used respectively in place of the refolding buffer used in Example 6 and 
the same procedure was carried out whereby the tertiary structure of human activin A was reconstituted, and it was 
25 then purified to an electrophoreticaliy single component. 

Buffer 6: 0.5 M guanidine hydrochloride; 0.53 % TDCA/Na; 0.5 M arginine hydrochloride; 20 mM Tris-HCI, pH 8.5 
Buffer 7: 0.5 M guanidine hydrochloride; 0.53 % TDCA/Na; 1 M sodium chloride; 20 mM Tris-HCI, pH 8.5 
Buffer 8: 0.5 M guanidine hydrochloride; 0.13 % TDCA/Na; 1 M arginine hydrochloride; 20 mM Tris-HCI, pH 8.5 
30 Buffer 9: 0.5 M guanidine hydrochloride; 0.13 % TDCA/Na; 0.5 M arginine hydrochloride; 20 mM Tris-HCI, pH 8.5 
Buffer 10: 0.5 M guanidine hydrochloride; 0.13 % TDCA/Na; 0.5 M calcium acetate; 20 mM Tris-HCI, pH 8.5 

Industrial Applicability 

35 [0042] As described above, denatured human activin A can be refolded into natural-type human activin A for the first 
time by the method of the present invention, and it became possible to recover the biological activity for denatured 
human activin A in the easy method. That is, natural-type human activin A which should be produced conventionally in 
eukaryotic cells as the producing host could be produced easily and inexpensively by recombinant microorganisms as 
the producing host 

40 

Claims 

1 . A method of refolding denatured human activin A into natural-type human activin A having a biological activity, com- 
prising the following steps: 

45 

(a) the step of protecting thiol groups in solubilized denatured human activin A with all thiol groups free, with 
glutathione and/or sodium sulfite; 

(b) the step of conducting the exchange reaction of disulfide bonds by dialyzing the protected denatured 
human activin A-containing solution against the refolding buffer and then adding a thiol compound thereto. 

so 

2. A method of refolding denatured human activin A into natural-type human activin A having a biological activity, com- 
prising the following steps: 

(a) the step of protecting thiol groups in solubilized denatured human activin A with all thiol groups free, with 
55 glutathione and/or sodium sulfite; 

(b) the stop of conducting the exchange reaction of disulfide bonds by replacing the buffer for the protected 
denatured human activin A-containing solution by the refolding buffer containing a thiol compound. 



10 
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3. A refolding method according to claim 1 or 2, wherein the solubilized denatured human activin A with all thiol groups 
free is obtained by solubilization of denatured human activin A with urea, guanidine hydrochloride of a mixture 
thereof and subsequent reduction of its intramolecular and/or intermolecular disulfide bonds with a reducing agent. 

5 4. A refolding method according to claim 1 or 2, wherein a refolding buffer permits the structure of natural-type human 
activin A to he maintained stably by 20 % or more than by a Tris buffer (1.5 M urea, 20 mM Tris-HCI, pH 8.5), when 
natural-type human activin A is denatured by reduction. 

5. A refolding method according to claim 1 or 2, wherein the refolding buffer is a buffer containing taurodeoxycholic 
10 acid or a salt thereof and having a buffering action in the range of pH 7.5 to 1 0.5. 

6. A refolding method according to claim 1 or 2, wherein the refolding buffer is a buffer containing taurodebxycholic 
acid or a salt thereof and arginine or a salt thereof and having a buffering action in the range of pH 7.5 to 10.5. 
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